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Abstract: Drug resistance is a major factor for the limited efficacy of chemotherapy in 
gastric cancer treatment. Hypoxia-inducible factor- la (HIF-la), a central transcriptional 
factor in hypoxia, is suggested to participate in the resistance. Here, we identified a 
hypoxia-mimic (cobalt chloride) sensitive gastric cell line BGC-823 to explore whether 
diosgenin, an aglycone of steroidal saponins, can inhibit cancer cell invasion and survival of 
solid tumor in a hypoxic mimic microenvironment. We have shown that diosgenin is a 
potent candidate for decreasing the ability of invasion and survival in cobalt chloride treated 
BGC-823 cells. In addition, when combined with HIF-la specific short hairpin RNA 
(shRNA), diosgenin can inhibit BGC-823 cells more effectively. The anti-invasion role of 
diosgenin may be related to E-cadherin, integrina5 and integrinP6. These results suggest that 
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diosgenin may be a useful compound in controlling gastric cancer cells in hypoxia condition, 
especially when combined with down-regulated HIF-la. 

Keywords: gastric cancer; HIF-la; hypoxia; shRNA; diosgenin 



1. Introduction 

Drug resistance is a major cause of the limited efficacy of chemotherapy in the majority of 
gastrointestinal malignancies, including gastric cancer [1,2]. It is known that the inherent specific 
genetic background of the tumor cell mutations, and epigenetic alterations after antiproliferative therapy 
can result in drug resistance [3,4]. Hypoxia, acidosis, and inflammation related to tumor 
microenvironment may be the main contributors for the drug resistance. Hypoxia is thought to be a 
hallmark of solid tumors and associated with metastases, therapeutic resistance, and poor patient 
survival [5]. Hypoxia-inducible factor- 1 (HIF-1), a central transcriptional factor for cellular adaptation 
to hypoxia, has been implicated in drug resistance [6,7]. 

HIF-1 belongs to the basic helix-loop-helix family and requires the heterodimerization of HIF-la and 
HIF-1 P subunits for its activity [8]. Under normoxic conditions, HIF-la protein is negatively regulated 
by proteasomal degradation such that intracellular levels of HIF-la are almost undetectable [9]. 
The exposure to hypoxia or hypoxia-mimetic compounds, HIF-la and consequently HIF-1 binding 
activity are dramatically increased in various cell lines [10]. 

HIF-la is centrally involved in multiple aspects of tumorigenesis including tumor angiogenesis, 
proliferation, metabolism, metastasis, differentiation, as well as responses to radiation and 
chemotherapy [11]. The expression of HIF-la is commonly increased in a variety of human solid tumors 
and elevated HIF-la expression is associated with poor patient outcome in pancreatic, glioblastoma, 
gastric carcinomas, etc. [11,12]. Furthermore, the contribution of HIF-la to chemoresistance has been 
observed in several solid tumors, including gastric cancer [13,14]. Interestingly, inhibition of HIF-la via 
RNA interference (RNAi) or pharmacological compounds has improved the anti-tumor efficacy in 
murine cancer models [15]. 

Diosgenin is an aglycone of steroidal saponins, which is found in several plants, including Dioscorea 
species, fenugreek, and Costus speciosus [16]. Extracts from these plants have been traditionally used to 
treat diabetes [17], hypercholesterolemia [18], and gastrointestinal ailments [19]. It is a principal raw 
material for the synthesis of hormonal products such as dehydroepiandrosterone, which is obtained after 
hydrolysis of steroidal saponins [20]. Diosgenin exhibits anti-proliferative and pro-apoptotic activities 
on cancer cells in vitro widely [21,22], including breast cancer [23], colorectal cancer [24], 
osteosarcoma [25], and leukemia. However, whether diosgenin could play anti-invasion and 
pro-apoptotic roles on gastric cancer cells has not been explored. 

Here we show for the first time that diosgenin exerted a certain anti-invasion role on BGC-823 cells, 
which are sensitive to the hypoxia stimulation, and down-regulated HIF-la could significantly improve 
its effects. These findings suggest that combined with decreased HIF-la, diosgenin could be considered 
as a candidate to improve clinical therapy of gastric cancer. 
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2. Results and Discussion 



2.1. Identification of a Hypoxia-Mimetic Chemical Sensitive Gastric Cancer Cell Line 

To identify the suitable gastric cell line, several cell lines were subjected to cobalt chloride treatment 
(a hypoxia mimic). The real-time PCR and Western blotting showed that cobalt chloride treatment 
increased HIF-la expression in NCI-N87, MGC80-3, SGC-7901 and BGC-823 cells significantly 
(Figure 1). Compared to the other cell lines, the HIF-la expression in BGC-823 was the lowest, but the 
increased effect of the hypoxia mimetic agent was the most significant. Therefore, BGC-823 cells were 
employed for the following experiments. 

Figure 1. Identification of hypoxia mimetic chemical sensitive gastric cancer cell line. 
(A) Different cell lines were treated with 100 uM cobalt chloride and real-time PCR was 
performed to analyze the mRNA levels of HIFla. The columns represent the gene 
expression of HIFla compared to beta-actin, compared to the corresponding normal one. 
* p< 0.05 and ** p < 0.01 ; (B) Different cell lines were treated with 100 uM cobalt chloride 
for 24 hours and cell lysates were subjected to western blotting. [3-actin served as the loading 
control. The results shown are representative of three independent experiments. 
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2.2. Screening of Effective shRNA Vector 

To inhibit HIF-la stably, three candidate vectors expressing shRNAs targeting various regions of 
HIF-la mRNA were constructed. Lenti viral particles were packaged and subsequently used for the 
infection of BGC-823 cells. After cobalt chloride treatment, the HIF-la expression was analyzed. 
Fluorescence microscopy showed that the infection efficiency was higher than 90% (Figure 2a). 
At mRNA level, the negative lentivirus did not affect HIF-la, but the three lenti viruses expressing 
shRNAs targeting HIF-la can inhibit its expression significantly (p < 0.05 or p < 0.01, Figure 2b). The 
Western blotting results demonstrated the same trend, and the inhibitory efficiency of No. 3 lentivirus 
was the best (Figure 2c). Based on these results, it was selected for stable BGC-823 cell transduction. 
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Figure 2. Selection of effective shRNA targeting HEF-la. (A) BGC-823 cells were infected 
with (1) Lv-shRNAl-HIFla and (2) Lv-shRNAl -Negative lentivirus, respectively, and the 
infection efficiency after 72 h was detected by microfluorography; (B) Total RNA was 
extracted from the infected cells or control cells which were treated with 100 uM cobalt 
chloride for 24 h and analyzed by real-time PCR. The expression of HIFla mRNA was 
normalized by P-actin mRNA. * p < 0.05, ** p < 0.01 compared to the control; (C) Total 
proteins were extracted from the infected cells or control cells which were treated with 
100 uM cobalt chloride for 24 h and analyzed by western blotting. P-actin served as the 
loading control. The results shown are representative of three independent experiments. 
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2.3. HIF-la Knockdown Enhances the Anti-Proliferation and Anti-Invasion Ability ofDiosgenin 



To assess the anti-proliferation activity of diosgenin combined with HEF-la silencing, the stable 
BGC-823 cells with HIF-la shRNA and control cells were treated with cobalt chloride with or without 
diosgenin. The cell vitality was studied using MTT assay in the following 3 days of treatment. The 
hypoxia mimic increased the proliferation of control cells, and HIF-la shRNA and diosgenin impaired 
this effect (Figure 3a). Moreover, the combination of HIF-la knockdown and diosgenin treatment 
eliminated the rise caused by cobalt chloride treatment, and the differences between the group and cobalt 
chloride treated control culture were significant (p < 0.05 at 24 h, and p < 0.01 at 48 and 72 h). 
In addition, the Boyden transwell invasion model was employed to investigate the effect on cell invasion 
of the combination of HIF-la silencing and diosgenin. We found that hypoxia mimetic chemical 
treatment can promote cell invasion and knockdown of HIF-la could significantly inhibit the invasion, 
suggesting HIF-la plays an important role in mediating cancer cells invasion under cobalt chloride 
treatment (Figure 3b). At the same time, diosgenin inhibited cobalt chloride-induced invasion less 
potently than HEF-la knockdown. To our surprise, the combination of HIF-la knockdown and 
diosgenin inhibited cell invasion was more significant than either treatment alone (Figure 3b). These 
findings implicated that HEF-la mediates BGC-823 cell invasion and the anti-invasion and 
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pro-apoptotic ability of diosgenin could be significantly improved when combined with down-regulated 
HIF-la. 



Figure 3. HIF-la shRNA and diosgenin inhibit the enhanced proliferation and invasion of 
BGC-823 cells. (A) Normal BGC-823 cells and HIF la-knockdown BGC-823 cells were 
seeded at 1 x 10 s cells/well on a 96-well plate. The hypoxia mimetic group was treated with 
100 uM cobalt chloride with or without 10 uM diosgenin for the indicated hours. MTT assay 
was performed to assess the cell viability. * p < 0.05, ** p < 0.01 compared to the hypoxia 
mimetic group; (B) Cell invasion was analyzed using the QCM™ 24-well Invasion Assay 
Kit. 2.5 x 10 5 cells were seeded into the upper chamber, and 0.5 mL RPMI 1640 medium 
with 10% FBS was added to the lower chamber. The hypoxia mimetic group was treated 
with 100 uM cobalt chloride with or without 10 uM diosgenin for 48 h. The invasive cells 
were detected using the reagents supplied in the kit. * p < 0.05, ** p < 0.01 compared to the 
hypoxia mimetic group. 
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2.4. Anti-Invasion Role of Diosgenin Involves the Alteration of Cell Adhesive Molecules Expression 



Since cancer cell invasion is related to adhesive molecules, to figure out whether the effects of 
HIF-la and diosgenin are associated with these molecules, western blotting was used to analyze the 
changes of E-cadherin, integrina5 and integrin P6. Our data showed that while cobalt chloride can 
down-regulate E-cadherin and integrina5 expression, treatment of HIF-la shRNA and/or diosgenin can 
significantly enhance their expression [26]. On the contrary, integrinP6 showed the opposite change 
(Figure 4). These suggest the inhibitory effect on cell invasion of HIF-la knockdown and diosgenin may 
involve the expression of E-cadherin, integrin a5 and integrin [36. 
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The reduced chemosensitivity of gastric cancer cells represents a pivotal obstacle in patient treatment. 
The transcriptional factor HIF-la has been established as an important mediator of hypoxia-induced 
chemoresistance [27,28]. Here, we identify HIF-la as a potential mediator of invasion and vitality of 
gastric cancer cells. Moreover, diosgenin can exert more potent anti-invasion and anti-proliferation roles 
when combined with down-regulated HIF-la. 

Figure 4. Western blot analysis of HIFla, E-cadherin, integrina5 and integrin[36 protein 
expression in BGC-823 cells. Normal BGC-823 cells and HIF la-knockdown BGC-823 cells 
were treated with or without 100 uM cobalt chloride, with or without 10 uM diosgenin and 
the total proteins were extracted and subjected to western blotting. [3-actin served as the 
loading control. The results shown are representative of three independent experiments. 
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Tumor hypoxia plays important roles in mediating chemoresistance in cancer cells through which it 
impairs drug diffusion [29], reduces cell proliferation [30], decreases cytotoxic drug activity [31] and 
induces stress proteins [32]. Hypoxia also induces cellular adaptations, which contributes to cancer 
progression, such as initiation of angiogenesis and metastasis process, but also to tumor cell 
chemoresistance, one of these adaptations being the expression of multidrug resistance proteins such as 
ABC transporters [33]. While hypoxia has already been implicated in the resistance to chemotherapies 
by modifying gene expression [6], the exact mechanisms are not finely characterized. 

As a primary transcription factor expressed in response to hypoxia, active HIF-1, a heterodimer 
consisting of a and [3 subunits, can be translocated into the nucleus and transcriptionally affect the 
expression of a number of genes through binding to hypoxia-responsive elements (HREs) [34]. Around 
50 genes with HREs have been identified [29], including carbonic anhydrase IX (CA IX), glucose 
transporter 1 (Glut-1), erythropoietin (Epo), inducible nitric oxide synthase (iNOS), and vascular 
endothelial growth factor (VEGF). All of these may contribute to hypoxia related chemotherapeutical 
resistance and tumorigenesis. 
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In this study, we identified a gastric cancer cell line, BGC-823, which responded to the cobalt 
chloride treatment (hypoxia mimic) with more potential compared to the other examined gastric cell 
lines. Previous data showed that the inhibition of HIF-la by means of RNA interference or 
pharmacological compounds exhibits antitumoral efficacy in murine cancer models [35]. Here, we 
employed lentiviral transduction of shRNA to inactivate HIF-la and explored whether HIF-la 
participates in hypoxia-related pro-invasion ability in gastric cancer cells. The results showed that 
HIF-la knockdown can significantly inhibit cell invasion and decrease the cell vitality of BGC-823. It 
reminds us that HIF-la could be a pivotal mediator in chemotherapeutical resistance in gastric cancer. 
This is confirmed by the latest finding that exposure to HIF-la results in chemoresistance in gastric 
cancer cells through modulation of the p53 and NF-kB signaling pathway [36]. Therefore, the reduced 
expression of HIF-la may impair the resistance of chemical therapy and be used in the combination 
therapy with chemotherapy drugs. 

Diosgenin has been suggested to have potent anti-cancer effects [37]. In present studies, we showed 
that diosgenin could exert anti-invasion and anti-proliferation roles on gastric cancer cells with enhanced 
invasion and survival induced by hypoxia mimic. Moreover, it was surprisingly found that the 
combination of HIF-la knockdown and diosgenin could play more potent roles than either of diosgenin 
or HIF-la shRNA treatment alone. The results indicate that the anti-invasion effect of diosgenin on 
gastric cancer cells with cobalt chloride induced invasion and survival may be independent on a HIF-la 
related signal pathway, so that the combination of diosgenin and down-regulated HIF-la can produce 
synergetic effects. The mechanisms of how diosgenin modulates the proliferation and invasion in this 
model should be further elucidated. 

The results of the experiments used to evaluate cell invasion in diosgenin treated BGC-823 cells with 
HIF-la knockdown shows that the cell invasion was decreased. Therefore, cell adhesion molecules, 
including E-cadherin, integrin a5 and integrin [36, associated with the process were measured as well. 
Results show that combination treatment of diosgenin and HIF-la silencing RNAs can enhance the 
expression of E-cadherin, an invasion/tumor suppressor gene [38], which is suggested to suppress the 
invasiveness of MDA-MB-231 and TSU-Prl cells in a tet-on inducible expression system [39]. 
Therefore, the enhanced E-cadherin may contribute to the anti-invasion effect of diosgenin and HIF-la 
knockdown. In the context of tumor biology, the role of integrin a5[31 in tumor invasions has been 
revealed by the finding of lost or reduced integrin a5[31 expression in adenocarcinoma of the breast [40]. 
Diosgenin and HIF-la silencing treatment enhanced integrin a5 expression in BGC-823 cells, which 
may partially account for the suppression of cell invasion and vitality. In addition, the combination 
treatment inhibited the expression of integrin [36, another cell adhesive molecule, which has proved to 
play a role in enhanced invasive behavior in oral squamous cell carcinoma [41]. Though we 
demonstrated that a few cell surface adhesion molecules are associated with the effects of combination 
of diosgenin and HIF-la knockdown, more well-defined mechanisms are still to be determined. 
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3. Experimental Section 

3.1. Cell Culture and Cobalt Chloride Treatment 

Human gastric cell lines NCI-N87, HGC-27, MGC80-3, SGC-7901 and BGC-823 were obtained 
from Shanghai Cell bank of Chinese Academy of Sciences (Shanghai, China) and maintained in RPMI 
1640 media (Invitrogen, USA) containing 10% fetal bovine serum (GIBCO-BRL) at 37 °C in a humidified 
atmosphere of 5% CO2. Twenty four hours after seeding, 10 mM of cobalt chloride solution was added 
to a final concentration of 100 uM and the cells were incubated for another 24 h. Then the relative 
HIF-la mRNA and protein levels were analyzed. The cell line with a low expression of HIF-la in 
normal conditions but the most significant increase when treated with the hypoxia mimic was selected 
for the following experiments. 

3.2. Construction and Identification of Lentiviral Vectors for HIF-la Silencing. 

Three shRNAs were selected based on the sequence of Homo sapiens hypoxia inducible factor 
1 mRNA (HIF-la, GenBank GI: 194473733) and a scrambled shRNA was used as a negative control. 
The target sequences and corresponding oligonucleotide sequences are shown in Table 1 . The synthesized 
oligonucleotides (Invitrogen, China) were annealed and cloned into the pSIHl-Hl-copGFP shRNA 
cloning and expression Vector (System Biosciences, USA). 293T cells (ATCC, USA) were transfected 
with the lentiviral vectors and two packaging plasmids using Lipofectamine™ 2000 (Invitrogen) 
following the manufacturer's protocols and the viral supernatants were collected and used to infect the 
selected cells. 48 h after infection, the cells were treated with 100 uM cobalt chloride for 24 h. The 
relative HIF-la mRNA and protein levels were analyzed. After the silencing efficiency was obtained, 
the optimal shRNA lentivirus was selected for stable transduction. 



Table 1. shRNA s targeting HIF-la. 



shRNA 


Target sequence (5 '-3') 


Oligonucleotide sequence(5'-3') 






Forward 


GATCCGACTTTCCTCAGTCGACACCTTCCTGTCA 


shRNA 1 


GACTTTCCTCAGTCG 


GAGTGTCGACTGAGGAAAGTCTTTTTG 


ACAC 


Reverse 


AATTCAAAAAGACTTTCCTCAGTCGACACTCTG 






ACAGGAAGGTGTCGACTGAGGAAAGTCG 






Forward 


GATCCGTCACCACAGGACAGTACACTTCCTGTC 


shRNA 2 


GTCACCACAGGACA 


AGATGTACTGTCCTGTGGTGACTTTTTG 


GTACA 


Reverse 


AATTCAAAAAGTCACCACAGGACAGTACATCTG 






ACAGGAAGTGTACTGTCCTGTGGTGACG 






Forward 


GATCCGTAGTGCTGACCCTGCACTCTTCCTGTCA 


shRNA 3 


GTAGTGCTGACCCTG 


GAAGTGCAGGGTCAGCACTACTTTTTG 


CACT 


Reverse 


AATTCAAAAAGTAGTGCTGACCCTGCACTTCTG 






ACAGGAAGAGTGCAGGGTCAGCACTACG 






Forward 


GATCCGAAGCCAGATCCAGCTTCCCTTCCTGTCA 


shRNA 


GAAGCCAGATCCAG 


GAGGAAGCTGGATCTGGCTTCTTTTTG 


-negative 


CTTCC 


Reverse 


AATTCAAAAAGAAGCCAGATCCAGCTTCCTCTG 






ACAGGAAGGGAAGCTGGATCTGGCTTCG 
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3.3. Cell Transduction, Stable Clone Selection, and Cobalt Chloride Treatment 

The most effective lentivirus was used to infect the selected cells. The clonal stably-transduced cells 
with HIF-la shRNA were obtained by limiting dilution and used for the subsequent experiments. 
The stable cells in the 3rd passage were subject to cobalt chloride treatment as described above. 
The relative protein levels of HIF-la, E-cadherin, integrina5 and integrinP6 were analyzed by 
western blotting. 

3.4. RNA Extraction and Quantitative RT-PCR 

Cells were harvested in TRIzol Reagent (Invitrogen) and total RNA was isolated. The first-strand 
cDNA was synthesized using M-MLV Reverse Transcriptase (Takara) and random primers. Specific 
primers for quantitative PCR of human HIF-la, E-cadherin, integrina5, integrin[36 and P-actin were as 
follows: HIF-la: 5 '-GCGCGAACGAC AAGAA AAAGAT AA-3 ' and 5 -C AC ACGC AAAT AGCTGAT 
GGTAAG-3', E-cadherin: 5'-ACGGTAACCGATCAGAATGAC-3' and 5 '-GTC ATTCTGATCGGTTA 
CCGT-3', integrina5: 5 '- AGGAGCCTGTGG AGT AC AAG-3 ' and 5'-TGCTGCCCAGCTGAAATCTG 
AG-3', integrinp6: 5 '- ATGAAGTT AAC AGTG AAGAC-3 ' and 5 '-TTGC AAAC ACC ATTTCCTCC 
AC-3' and p-actin: 5'-CCTGTACGCCAACACAGTGC-3' and 5 ' - AT ACTCCTGCTTGCTGATCC-3 ' . 
Real-time PCR was performed using SYBR® Premix Ex Taq™ kit (Takara, Japan) and TP800 System 
(Takara, Japan). cDNA from 100 ng total RNA was used as the template. The PCR amplification was 
carried out in the conditions: 40 cycles of denaturation at 95 °C for 10 s, annealing at 60 °C for 20 s and 
extension at 72 °C for 20 s. The mRNA levels of HIF-la, E-cadherin, integrina5, and integrin[36 were 
normalized to P-actin using the AACt method. 

3.5. Western Blotting 

The total proteins were isolated with M-PER" Mammalian protein extraction reagent (Pierce, USA). 
Protein concentration was determined by the BCA protein assay kit (Pierce, USA). The protein samples 
(10 ug) were separated by SDS-PAGE using a 12% (P-actin) or 10% (HIF-la, E-cadherin, integrina5, 
and integrinP6) gel and electro-transferred onto PVDF membranes (Millipore, USA). The membranes 
were blocked with 5% non-fat milk in TBST and incubated with antibodies against HIF-la (1:200), 
E-cadherin (1:300), integrina5 (1:200), integrinp6 (1:200) and p-actin (1:500) (Santa Cruz, USA) for 
12 h at 4 °C. After washing, the membranes were then incubated with a HRP-labeled anti-goat or 
anti-mouse IgG antibody (Santa cruz, USA) and visualized by enhanced chemiluminescence reagents 
(Pierce, USA). 

3.6. Cell Proliferation 

The control and HIF- la-knockdown cells were seeded into 96- well plates at 1 x 10 5 cells/well 
24 h before treatment. The cells were serum-starved for 8 h and then treated with or without 100 uM 
cobalt chloride and/or 10 uM diosgenin for indicated times. At the end, 10 uL MTT solution was added 
to each well. After incubation for additional 4 h, the violet crystals were dissolved in 100 uL dimethyl 
sulfoxide (DMSO). The plates were vibrated at room temperature for 15 min and the absorbance of each 
well at 570 nm was measured with 630 nm as a reference. 
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3. 7. Cell Invasion Assay 

The Chemicon QCM™ 24-well Invasion Assay Kit was used to assess cell invasive potential 
following the manufacturer's instructions. Briefly, the cells were harvested and resuspended with 
serum-free RPMI 1640 medium containing 5% bovine serum albumin at 1.0 x 10 6 cells/mL. 
Approximately 0.25 mL cell suspension was added into the upper chamber. As a chemo-attractant, 
0.5 mL RPMI 1640 medium with 10% FBS was added to the lower chamber. After 48 h of incubation, 
the invasive cells migrated through the polycarbonate membrane and attached to the lower surface were 
detached, and treated with lysis buffer/dye solution supplied by the kit. Aliquot mixes were transferred 
to a 96-well plate and read with Fluoroskan Ascent FL microplate fluorometer (Thermo Scientific) using 
480/520 nm filter set. The Relative Fluorescence Unit (RFU) values correlated with the cell numbers 
were used to demonstrate invasion results, and the cell invasion rate was calculated by: cell invasion 
rate = the number of cell passing through the membrane/(cell number of upper chamber + number of cell 
passing through the membrane) x 100%. The experiments were performed three times in triplicate. 

3.8. Statistical Analysis 

Data were shown as the mean + SD. Statistical analysis of the data was performed using Student's 
Mest and p values < 0.05 were considered statistically significant. 

4. Conclusions 



In conclusion, we identified a hypoxia-mimic sensitive gastric cancer cell line BGC-823 and found 
that cobalt chloride can promote its ability to invade and survive. By knockdown of HIF-la via lentiviral 
delivery of specific HIF-la shRNA, the enhanced status of invasion and survival is effectively decreased. 
In addition, diosgenin, as a candidate contributing to new therapy approaches, is also explored since it 
can significantly inhibit the cobalt chloride induced invasion and survival in BCG823, especially when 
combined with down-regulation of HIF-la. Subsequent studies should focus on whether diosgenin, 
when combined with shRNA of HIF-la, is effectively applied to the animal gastric cancer model. 

References 

1. Lin, X.; Zhang, D.; Du, R.; Pan, Y.; Zhao, L.; Sun, S.; Hong, L.; Fan, D. miR-15b and miR-16 
modulate multidrug resistance by targeting BCL2 in human gastric cancer cells. Int. J. Cancer 2008, 
123, 372-379. 

2. Urano, N.; Fujiwara, Y.; Doki, Y.; Kim, S.J.; Miyoshi, Y.; Noguchi, S.; Miyata, H.; Takiguchi, S.; 
Yasuda, T.; Yano, M.; et al. Clinical significance of class III [3-tubulin expression and its predictive 
value for resistance to docetaxel-based chemotherapy in gastric cancer. Int. J. Oncol. 2006, 28, 
375-381. 

3. Dean, M.; Fojo, T.; Bates, S. Tumour stem cells and drug resistance. Nat. Rev. Cancer 2005, 5, 
275-284. 

4. Casanovas, O.; Daniel, J.; Bergers, G.; Hanahan, D. Drug resistance by evasion of antiangiogenic 
targeting of VEGF signaling in late-stage pancreatic islet tumors. Cancer Cell 2005, 8, 299-309. 



Int. J. Mol. Sci. 2012, 13 



6531 



5. Siegfried, J. A.; Kennedy, K.A. The role of membranes in the mechanism of action of the 
antineoplastic agent adriamycin. Spin-labeling studies with chronically hypoxic and drug-resistant 
tumor cells. /. Biol. Chem. 1983, 258, 339-343. 

6. Katrina, M.; Comerford, T.; Wallace, J. Hypoxia-inducible factor- 1 -dependent regulation of the 
multidrug resistance (MDR1) gene. Cancer Res. 2002, 62, 3387-3394. 

7. Xu, R.-H.; Pelicano, H. Inhibition of glycolysis in cancer cells: A novel strategy to overcome drug 
resistance associated with mitochondrial respiratory defect and hypoxia. Cancer Res. 2005, 65, 
613-621. 

8. Huang, L.E.; Arany, Z.; Livingston, D.M.; Bunn, H.F. Activation of hypoxia-inducible transcription 
factor depends primarily upon redox-sensitive stabilization of its a subunit. J. Biol. Chem. 1996, 
271, 32253-32259. 

9. Krieg, M.; Haas, R.; Brauch, H.; Acker, T.; Flamme, I.; Plate, K.H. Up-regulation of 
hypoxia-inducible factors HIF-la and HIF-2a under normoxic conditions in renal carcinoma cells 
by von Hippel-Lindau tumor suppressor gene loss of function. Oncogene 2000, 19, 5435-5443. 

10. Jones, N.M.; Lee, E.M. Hypoxic preconditioning produces differential expression of 
hypoxia-inducible factor- la (HEF-la) and its regulatory enzyme HIF prolyl hydroxylase 2 in 
neonatal rat brain. Neurosci. Lett. 2006, 404, 12-11 . 

11. Talks, K.L.; Turley, H.; Gatter, K.C.; Maxwell, P.H.; Pugh, C.W.; Ratcliffe, P.J.; Harris, A.L. 
The expression and distribution of the hypoxia-inducible factors HIF-la and HIF-2a in normal 
human tissues, cancers, and tumor-associated macrophages. Am. J. Pathol. 2000, 157, 41 1-421. 

12. Zhong, H.; de Marzo, A.M. Overexpression of hypoxia-inducible factor la in common human 
cancers and their metastases. Cancer Res. 1999, 59, 5830-5835. 

13. Zhou, J.; Schmid, T. Tumor hypoxia and cancer progression. Cancer Lett. 2006, 237, 10-21. 

14. Liu, L.; Ning, X. Hypoxia-inducible factor- 1 contributes to hypoxia-induced chemoresistance in 
gastric cancer. Cancer Sci. 2008, 99, 121-128. 

15. Giaccia, A.; Siim, B.G.; Johnson, R.S. HIF-1 as a target for drug development. Nat. Rev. Drug 
Discov. 2003, 2, 803-811. 

16. Sautour, M.; Mitaine-Offer, A.C.; Miyamoto, T.; Dongmo, A.; Lacaille-Dubois, M.A. A new 
steroidal saponin from Dioscorea cayenensis. Chem. Pharm. Bull. (Tokyo) 2004, 52, 1353-1355. 

17. Daisy, P.; Eliza, J. Influence of Costus speciosus (Koen.) Sm. Rhizome extracts on biochemical 
parameters in streptozotocin induced diabetic rats. J. Health Sci. 2008, 54, 675-681. 

18. Raju, J.; Bird, R.P. Diosgenin, a naturally occurring steroid [corrected] saponin suppresses 
3-hydroxy-3-methylglutaryl CoA reductase expression and induces apoptosis in HCT-116 human 
colon carcinoma cells. Cancer Lett. 2007, 55, 194-204. 

19. Jeon, J.R.; Lee, J.S.; Lee, C.H.; Kim, J.Y.; Kim, S.D.; Nam, D.H. Effect of ethanol extract of dried 
Chinese yam (Dioscorea batatas) flour containing dioscin on gastrointestinal function in rat model. 
Arch. Pharm. Res. 2006, 29, 348-353. 

20. Son, I.S.; Kim, J.H.; Shon, H.Y.; Son, K.H.; Kim, J.S.; Kwon, C.S. Antioxidative and hypolipidemic 
effects of diosgenin, a steroidal saponin of yam (Dioscorea spp.), on high-cholesterol fed rats. 
Biosci. Biotechnol. Biochem. 2007, 71, 3063-3071. 

21. Lee, J.; Jung, K; Kim, Y.S. Diosgenin inhibits melanogenesis through the activation of 
hosphatidylinositol-3-kinase pathway (PI3K) signaling. Life Sci. 2007, 81, 249-254. 



Int. J. Mol. Sci. 2012, 13 



6532 



22. Kang, W.H.; Yoon, K.H.; Lee, E.S.; Kim, J.; Lee, K.B.; Yim, H.; Sohn, S.; Im, S. Histopathalogical 
characteristics in 56 Korean patients. Br. J. Dermatol. 2002, 146, 228-237. 

23. Li, J.; Liu, X.; Guo, M.; Liu, Y.; Liu, S.; Liu, S.; Yao, S. Electrochemical study of breast cancer 
cells MCF-7 and its application in evaluating the effect of diosgenin. Anal. Sci. 2005, 21, 561-564. 

24. Raju, J.; Bird, R.P. Diosgenin, a naturally occurring furostanol saponin suppresses 3-hydroxy-3-m 
ethylglutaryl CoA reductase expression and induces apoptosis in HCT-1 16 human colon carcinoma 
cells. Cancer Lett. 2007, 255, 194-204. 

25. Moalic, S.; Liagre, B.; Corbiere, C; Bianchi, A.; Dauca, M.; Bordji, K; Beneytout, J.L. A plant 
steroid, diosgenin, induces apoptosis, cell cycle arrest and COX activity in osteosarcoma cells. 
FEBS Lett. 2001, 506, 225-230. 

26. Rohwer, N.; Welzel, M.; Daskalow, K; Pfander, D.; Wiedenmann, B.; Detjen, K; Cramer, T. 
Hypoxia-inducible factor la mediates anoikis resistance via suppression of a5 integrin. 
Cancer Res. 2008, 68, 10113-10118. 

27. Liu, L.; Ning, X.X. Hypoxia-inducible factor-1 contributes to hypoxia-induced chemoresistance in 
gastric cancer. Cancer Sci. 2008, 99, 121-128. 

28. Greco, O.; Marpels, B.; Joiner, M.C.; Scott, S.D. How to overcome (and exploit) tumor hypoxia for 
targeted gene therapy. J. Cell Physiol. 2003, 197, 312-325. 

29. Durand, R.E. Keynote address: The influence of microenvironmental factors on the activity of 
radiation and drugs. Int. J. Radiat. Oncol. Biol. Phys. 1991, 20, 253-258. 

30. Hockel, M.; Vaupel, P. Tumor hypoxia: Definitions and current clinical, biologic, and molecular 
aspects. J. Natl. Cancer Inst. 2001, 93, 266-276. 

31. Greijer, A.E.; de Jong, M.C.; Scheffer, G.L.; Shvarts, A.; van Diest, P.J.; van der wall, E. 
Hypoxia-induced acidification causes mitoxantrone resistance not mediated by drug transporters in 
human breast cancer cells. Cell. Oncol. 2005, 27, 43-49. 

32. Matthews, N.E.; Adams, M.A.; Maxwell, L.R.; Gofton, T.E.; Graham, C.H. Nitric oxide-mediated 
regulation of chemosensitivity in cancer cells. J. Natl. Cancer Inst. 2001, 93, 1879-1885. 

33. Flamant, L.; Notte, A.; Ninane, N.; Raes, M.; Michiels, C. Anti-apoptotic role of HIF-1 and AP-1 in 
paclitaxel exposed breast cancer cells under hypoxia. Mol. Cancer 2010, 9, doi: 10.1 186/1476- 
4598-9-191. 

34. Griffiths, E.A.; Pritchard, S.A.; Welch, I.M.; Price, P.M.; West, CM. Is the hypoxia-inducible 
factor pathway important in gastric cancer? Eur. J. Cancer 2005, 41, 2792-2805. 

35. Takeshita, F.; Ochiya, T. Therapeutic potential of RNA interference against cancer. Cancer Sci. 
2006, 97, 689-696. 

36. Dame, C; Haugstetter, A.; Rohwer, N.; Wiedenmann, B.; Detjen, K; Schmitt, C.A.; Cramer, T. 
Hypoxia-inducible factor la determines gastric cancer chemosensitivity via modulation of p53 and 
NF-kB. PLoS One 2010, 5, doi:10.1371/journal.pone.0012038. 

37. Murthy, N.S.; Mukherjee, S.; Ray, G.; Ray, A. Dietary factors and cancer chemoprevention: 
An overview of obesity-related malignancies. /. Postgrad. Med. 2009, 55, 45-54. 

38. Berx, G.; Cleton-Jansen, A.M.; Nollet, F.; de Leeuw, W.J.; van de Vijver, M.; Cornelisse, C; 
van Roy, F. E-cadherin is a tumour/invasion suppressor gene mutated in human lobular breast 
cancers. EMBOJ. 1995, 14, 6107-6115. 



Int. J. Mol. Sci. 2012, 13 



6533 



39. Wong, A.S.; Gumbiner, B.M. Adhesion-independent mechanism for suppression of tumor cell 
invasion by E-cadherin. /. Cell Biol. 2003, 161, 1191-1203. 

40. Zutter, M.M.; Mazoujian, G.; Santoro, S.A. Decreased expression of integrin adhesive protein 
receptors in adenocarcinoma of the breast. Am. J. Pathol. 1990, 137, 863-870. 

41. Ramos, D.M.; But, M.; Regezi, J.; Schmidt, B.L.; Atakilit, A.; Dang, D.; Ellis, D.; Jordan, R.; Li, X. 
Expression of integrin beta 6 enhances invasive behavior in oral squamous cell carcinoma. 
Matrix Biol. 2002, 21, 297-307. 

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 
distributed under the terms and conditions of the Creative Commons Attribution license 
(http://creati vecommons . org/licenses/by/3 .0/) . 



